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Abstract: Pepper fruit (Capsicum annuum L.) is one of the best sources of carotenoids, carbohydrates, flavonoids, phenols, and
antioxidant activity important in the human diet. The levels of bioactive compounds are variable and may be affected by cultivar,
maturity stage, and boron concentration in the soil solution. A greenhouse experiment was conducted with the pepper cultivars Solario,
Osho, Odysseo, and Arlequin treated with 5 boron concentrations (0.5, 1, 2.5, 5, and 10 mg B L–1) for 70 days. Fruits were sampled at 40
and 70 days and the concentration of carbohydrates, carotenoids, flavonoids, total phenols, and antioxidant activity (FRAP, DPPH) were
measured. The experiment included 10 plants per B treatment and cultivar, with a total of 200 plants. The results obtained in this study
showed that B toxicity reduced the level of carbohydrates in four commercial pepper cultivars grown in Greece and in other countries.
The levels of carotenoids, flavonoids, and phenols were a function of pepper cultivar and boron treatment. Fruit maturation increased
the level of carbohydrates, phenols, flavonoids, and antioxidant capacity. The cultivar Solario had the highest phenol concentration
and also the highest FRAP value among the tested cultivars. In conclusion, boron toxicity decreased carbohydrate concentration and
modified antioxidant activity in pepper fruit.
Key words: Antioxidants, boron, carbohydrates, flavonoids, pepper, phenols

1. Introduction
Boron is an essential element for higher plants. The
symptoms of boron deficiency in plants include cessation
of root and leaf growth, necrosis of leaf primordia, necrosis
of leaf and stem phloem, bark splitting, or reduced pollen
germination. There is a narrow range between boron
deficiency and toxicity. Typical boron toxicity symptoms
occur in the marginal region of mature leaves, whose
portions become chlorotic or necrotic (Ozturk et al., 2010).
Pepper (Capsicum annuum L.), as a fresh vegetable, is
an excellent commodity containing vitamin C, α-carotene,
carbohydrates, flavonoids, and phenols, and it has high
antioxidant activity (Russo and Howard, 2002; Serrano
et al., 2010; Silva et al., 2013). All the above substances
have positive effects on various aspects of human health
(Materska and Perucka, 2005). Antioxidants are very
important in humans for building cell molecules, since
they prevent the oxidizing and harming of cells by reactive
oxygen species (Antonius et al., 2014). The antioxidant
content is affected by soil management (Antonius, 2014)
and the carotenoid concentration of peppers (C. annuum
L.) is affected differently in field-grown and greenhouse-

grown peppers (Keyhaninejad et al., 2012). Carotenoids
serve as antioxidants and participate in the pigment/
protein complex, which harvests light and transfers the
energy to chlorophyll (Malkin and Niyogi, 2000), playing
a determining role in photosynthesis (Guzman et al.,
2010). Many researchers have worked with various aspects
of carotenoids in peppers, like carotenoid composition
(Collera-Zuniga et al., 2005), carotenoid accumulation in
peppers of different colors at ripening (Ha et al., 2007),
and carotenoid isomers (Khoo et al., 2011).
Flavonoids are ubiquitous in plants with antioxidant
activity. The phytochemical changes and antioxidant
activity are important dietary attributes in pepper
consumption (Zhang and Hamauzu, 2003; Materska and
Perucka, 2005; Navarro et al., 2006; Zhuang et al., 2012).
Phenolic compounds are important secondary
metabolites (Hervert-Hernandez et al., 2010; Asnin
and Park, 2013) of peppers with antioxidant properties
that suppress health disorders (Clifford, 2004). Peppers
contain a wide array of phytochemicals, which change
due to the cultivar or maturation stage. It was found that
the pepper cultivars 730F1 and 1245F1 had the highest
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carotenoid content (Topuz and Ozdemir, 2003). The sweet
pepper cultivar Flamingo had the highest total reducing
content, while Totkel and Mazurka had the highest
carotene content (Deepa et al., 2006). In addition, it was
shown that fresh peppers exhibited the highest phenols
and flavonoids, while the C. annuum L. cultivars had
the greatest antioxidant activity (Loizzo et al., 2015).
Maturity stage, harvest time (Ghasemnezhad et al., 2011),
and particularly advanced maturation increased the
total antioxidant activity of bell peppers. Furthermore,
it was observed that the flavonoid content of peppers
increased with ripeness (Lee et al., 1995). However, there
is no information available in the international literature
concerning the above characteristics under the influence
of various B concentrations in the cultivars Solario, Osho,
Odysseo, and Arlequin even though these cultivars are
greatly used for human consumption worldwide due to
their high nutritional value. In this paper, the antioxidant
potential of bell peppers was studied (Nadeem et al., 2011)
as mature peppers are good sources of dietary antioxidants
(Oboh and Rocha, 2007).
The findings will provide important information
for the use of appropriate pepper cultivars as food
ingredients. The phytochemical compound concentrations
in the pepper fruit illustrate the importance in choosing
a suitable cultivar, which, as a rich source of functional
compounds, prevents the development of chronic diseases
such as diabetes and cancer (Materska and Perucka, 2005).
Therefore, the aim of the present study is to determine
the concentration of functional materials and antioxidant
activity as affected by B concentration in the nutrient
solution in four C. annuum L. varieties of high use, with
the objective to compare their bioactive profiles and use as
ingredients in the human diet.
2. Materials and methods
2.1. Plant material and growth conditions
A greenhouse experiment was conducted at the farm of
the Aristotle University of Thessaloniki, Greece (40°53′Ν,
22°99′E), from April 2013 to June 2013. Pepper cultivars
Solario, Osho, Odysseo, and Arlequin (C. annuum L.)
were included in the experiment to study the influence of
5 boron (B) concentrations (0.5, 1, 2.5, 5, and 10 mg B L–1).
Two plants per pot were transplanted at the fourth true
leaf of growth in 8-L plastic pots filled with 1:1 sand/perlite
and placed on benches in the experimental greenhouse.
The conditions in the greenhouse were: relative humidity,
60%–70%; temperature, 20–30 °C; and photosynthetic
photon flux density, 900 µmol m–2 s–1 measured at the top
of the plants with a quantum sensor. The experimental
plants were irrigated with 50% Hoagland nutrient solution
(Hoagland and Arnon, 1938) modified to include 5 B
concentrations (0.5–10 mg L–1). Every 2 days each pot
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was irrigated with 300 mL of nutrient solution and every
15 days each pot was irrigated with 300 mL of deionized
water to leach out any accumulated salts. The experiment
included a total of 10 plants (2 plants per pot of 5 pots)
per B treatment and per cultivar; this means an overall
total of 100 pots and 200 plants for the entire experiment.
The position of the experimental pots was changed on
the bench to prevent positional effects on light intensity.
Two fruit samplings were conducted, the first one at 40
days, which was the period of fruit setting, and the second
one at 70 days from the initiation of the treatments (fruit
maturation of cultivar Odysseo). In the fruit pericarp of
all the cultivars and of the red fruits of Odysseo F1, the
carotenoids, carbohydrates, flavonoids, phenols, and total
antioxidant activity (FRAP, DPPH) were measured.
2.2. Carbohydrate determination
For total carbohydrate extraction, 0.3 g of fresh fruit
pepper pericarp chopped into small pieces was placed in
25-mL glass test tubes and in each tube 15 mL of 80% (v/v)
ethanol was added. The tubes with the plant material were
incubated in a 60 °C water bath for 30 min. The extract
was filtered with Whatman No. 1 filter paper and total
carbohydrates were measured with anthrone reagent using
a standard curve of 0–0.2 mM (Fales, 1951).
2.3. Carotenoid determination
Carotenoid content was determined with known methods
(Lichtenthaler, 1987; Porra et al., 1989; Yang et al., 1998).
For the extraction, 0.5 g of fresh fruit pericarp was placed
in a solution containing ethanol, acetone, and hexane
in a ratio of 1.5:1.5:3 and transferred to a refrigerator
until complete discoloration of the tissue, after about
24 h. After thorough homogenization of the extract, the
mixture was allowed to stand for 15 min, and then 3 mL
of the supernatant hexane was taken in which all the
carotenoids were dissolved. The absorbance of the extract
was measured at 450 nm and carotenoid concentration
was calculated using the extinction coefficient (ε) of 1% =
2592 M–1 cm–1 (Rodriguez-Amaya, 1999).
2.4. Total phenols
Phenols were extracted from 0.3 g of fresh-weight (FW)
tissue (fruit pericarp) in 80% methanol, assayed using the
Folin–Ciocalteu reagent following standard methods and
expressed as mg gallic acid equivalents (GAE g–1 FW),
used for the standard curve with a range of 0–125 µM
(Scalbert et al., 1989).
2.5. Total flavonoids
Flavonoids were extracted from 0.3 g of fresh pepper
pericarp in 80% methanol and determined colorimetrically
(Zhishen et al., 1999) with some modifications. Rutin was
used as the standard compound for the quantification of
total flavonoids. All values were expressed as mg of rutin
g–1 FW. The reported data are the means of 5 replicates.
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2.7. Statistical design
The experimental layout was completely randomized and
the data were analyzed with the method of ANOVA (2 or 3
factors) using SPSS 17.0 (SPSS Inc., Chicago, IL, USA). For
each treatment and biochemical analysis, five replicates
were used. To compare the means, Duncan’s multiple
range test was applied at P ≤ 0.05 to establish significant
differences among the treatments. The significance of
variability sources such as cultivar (cv), B, time (t), cv ×
B, cv × t, B × t, color, and B × color were calculated for
carbohydrates, carotenoids, total phenolics content (TPC),
total flavonoids content (TFC), FRAP, and DPPH values.
3. Results
3.1. Carbohydrates
A highly significant (P ≤ 0.001) effect of cv, B, t, and the
interaction cv × t was recorded. In addition, the interaction
B × t was significant (P ≤ 0.05). The cultivars with the
highest carbohydrate concentration of fruit pericarp
(Figure 1) were Solario, Osho, and Odysseo, whereas
Arlequin had the lowest concentration. The maximum
carbohydrate concentration at 40 days (Figure 1A) was
173 mmol g–1 FW and the minimum was 90 mmol g–1
FW. At 0.5 mg B L–1, cultivars Solario, Osho, and Odysseo
had similar carbohydrate concentrations, while the
carbohydrate concentration in Arlequin was significantly
lower compared to Odysseo. With 2.5 mg B L–1, Solario,
Osho, and Odysseo did not differ; however, Arlequin
had significantly lower concentrations than Solario and
Osho. With 5 mg B L–1, Arlequin had a significantly lower
carbohydrate concentration than Solario, while with 10
mg B L–1 Osho had a significantly greater concentration
than Arlequin.
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2.6. Antioxidant capacity
To estimate antioxidant capacity, two methods were used:
ferric reducing antioxidant potential (FRAP) (Benzie and
Strain, 1996) and 2,2-diphenyl-1-picrylhydrazyl (DPPH)
(Brand et al., 1995).
FRAP measures antioxidant capacity as reductants
of the reduction of the Fe3+ 2,4,6-tripyridyl-s-triazine
to a blue-colored Fe2+ complex at low pH, measured
spectrophotometrically at 593 nm. The extracts were
incubated at room temperature with the FRAP reagent
and absorbance was recorded after 1 h. The reducing
power is expressed as µmol ferrous sulfate (FeSO4) g–1.
The DPPH method measures the radical scavenging
activity of antioxidants against free radicals, such as the
DPPH radical. Their activity was calculated based on the
percentage of scavenged DPPH as follows: Scavenging
activity (%) = [1 – (Absorbance of sample at 517 nm /
Absorbance of control at 517 nm)] × 100. DPPH in fruits
was also expressed in mM Asc. Acid g–1 FW.

5

10

Figure 1. Concentration of carbohydrates (mmol g–1 FW) of
fruits in four pepper (Capsicum annuum L.) cultivars at 5 B
concentrations in the nutrient solution after 40 (A) and 70
(B) days of B treatment. Means with the same letter are not
significantly different at P ≤ 0.05 (Duncan’s multiple range test,
n = 5) in all figures.

In the second sampling (70 days), the carbohydrate
concentration (Figure 1B) was 22–75 mmol g–1 FW in
all the cultivars, while 5 and 10 mg B L–1 decreased the
carbohydrate concentration by 2–3 times in comparison to
0.5–2.5 mg B L–1. Therefore, the carbohydrate concentration
was significantly reduced when the exposure time to B
stress, and in particular at 5 and 10 mg B L–1, was increased
by 70%. The differences between the values at 40 days and
70 days were statistically significant (Table). A variation
among the four tested cultivars was recorded concerning
carbohydrate concentration, with Arlequin being affected
more by B.
3.2. Carotenoids
The concentration of carotenoids was significantly affected
by cv, B, t, and the interactions cv × B, cv × t, and cv × B ×
t (P ≤ 0.001). The concentration of carotenoids
in the four cultivars (Figures 2A and 2B) followed
the descending order of Solario > Osho > Odysseo >
Arlequin and in the first measurement (Figure 2A) varied
from 58 to 6 µg g–1 FW. Cultivar Solario had the highest
concentration of carotenoids at all B concentrations. In
the second measurement (Figure 2B), the pepper fruits
started to change color from green to yellow-red, and even
though the carotenoid concentration increased, it varied
from 66 to 37 µg g–1 FW. Among the cultivars, as in the
first measurement, Solario had the highest carotenoid
concentration. The differences between the values at 40
days and 70 days were statistically significant (Table).
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Table. The t0.05 values between the means at 40 and 70 days for carbohydrates, carotenoids, total flavonoids, total phenols, FRAP, and
DPPH at 5 boron concentrations in 4 pepper cultivars (S = Solario, O = Osho, Od = Odysseo, A =Arlequin).
Phytonutrient, FRAP,
and DPPH values

Boron concentration (mg B L–1)
0.5

1

2.5
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10
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Figure 2. Concentration of total carotenoids (µg g–1 FW) of
fruits in four pepper (Capsicum annuum L.) cultivars at 5 B
concentrations in the nutrient solution after 40 (A) and 70 (B)
days of B treatment.

3.3. Carotenoid and carbohydrate concentrations in
green and red fruits of the cultivar Odysseo
The level of carotenoids in Odysseo was significantly
affected by B, fruit color, and their interaction (P ≤ 0.001),
while carbohydrates were significantly affected by B and
fruit color (P ≤ 0.001). At 5 and 10 mg B L–1 (Figure 3A),
carbohydrate concentration decreased. However, at all B
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concentrations, red fruits had the greatest carbohydrate
concentration, which was 67%, 37%, 17%, 81%, and 58%
greater in Odysseo red fruits than in Odysseo green fruits
(Figures 3A and 3B), at 0.5, 1.0, 2.5, 5.0, and 10 mg B L–1,
respectively.
The concentration of carotenoids in green and
red Odysseo fruits (Figure 3B) varied from 43 to 83
µg g–1 FW. These values were mostly not affected by B
concentration in green fruits, whereas in the red fruits the
higher B concentrations caused a decrease in carotenoid
concentrations. The greatest carotenoid concentration of
red fruits was recorded with 1 mg B L–1 while it decreased
with 2.5, 5, and 10 mg B L–1. Red fruits had 48%, 84%, 40%,
19%, and 16% greater carotenoid concentration with 0.5,
1, 2.5, 5, and 10 mg B L–1, respectively. The concentration
of carotenoids in red fruits as affected by B concentration
in nutrient solution followed the order of 1 mg B > 0.5 mg
B > 2.5 mg B = 5.0 mg B > 10 mg B. Generally, the findings
showed that the carotenoid concentration in green
Odysseo fruits was not affected when the levels of B were
increased. However, they did rise in red Odysseo fruits.
3.4. Total flavonoids
Total flavonoid concentration was significantly affected
by cv, t, cv × B, cv × t, B × t, and cv × B × t (P ≤ 0.001).
In the first measurement, the concentration of flavonoids
(Figure 4A) varied from 0.66 mg g–1 FW to 0.31 mg
g–1 FW and was affected by both the cultivar and the B
treatment. Hence, at 0.5 mg B L–1, Solario had the highest
flavonoid concentration, followed by, in descending order,
cultivars Osho, Odysseo, and Arlequin. Increasing the B
concentration in the solution to 1 mg L–1, cultivars Solario,
Osho, and Arlequin did not differ in total flavonoids,
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Figure 3. Concentration of carbohydrates (mmol g–1 FW) (A)
and total carotenoids of green and red fruits (µg g–1 FW) (B) in
cultivar Odysseo (Capsicum annuum L.) at 5 B concentrations
in the nutrient solution at 70 days after the initiation of the
experiment.
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Figure 4. Concentration of total flavonoids (mg rutin g–1 FW)
of fruits in four pepper cultivars (Capsicum annuum L.) at 5 B
concentrations in the nutrient solution after 40 (A) and 70 (B)
days of B treatment. TFC: Total flavonoid concentration.
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Figure 5. Concentration of total phenols (mg GAE g–1 FW) of
fruits in four pepper cultivars (Capsicum annuum L.) at 5 B
concentrations in the nutrient solution after 40 (A) and 70 (B)
days of B treatment. TPC: Total phenolic concentration.
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which was significantly greater (83%) than those of the
other 3 cultivars. At 1 mg B L–1 again Solario had a greater
phenol concentration compared to Odysseo and Arlequin,
but it did not differ from Osho. At 2.5 mg B L–1 Solario and
Osho had significantly greater values than Odysseo and
Arlequin, of 60% and 128%, respectively. At 5 mg B L–1
Solario had a significantly greater value than Odysseo, but
not Osho and Arlequin. Finally, at 10 mg B L–1, the effect
was similar in all the cultivars and phenol concentrations
varied from 0.66 to 0.53 mg GAE g–1 FW. In the second
measurement (Figure 5B), the cultivar with the highest
phenol concentrations at 2.5 and 10 mg B L–1 was Solario,
with Odysseo having the lowest. There was a significantly
statistical difference in the comparison of the two sampling
periods (Table). In summary, in most cases, Solario tended
to have greater TPC than the other cultivars at all B levels.
3.6. Effect of fruit ripening on phenol and flavonoid
concentration and FRAP and DPPH values
Total phenol concentration was affected significantly (P ≤
0.01) only by fruit color. The effect of pepper maturation
on phenol and flavonoid concentration is given in Figure
6. As can be seen in Figure 6A, B concentration and
ripening did not affect phenol concentration. In green
fruits, the level of phenol for all B concentrations was not
significant. Ripening of red peppers increased the phenol
concentration by 3 times compared to green peppers.
However, for all B concentrations, there was no statistically
significant difference in phenol levels.
Total flavonoid concentration was affected significantly
by B (P ≤ 0.001) and fruit color (P ≤ 0.05). The maximum

FW)

whereas Odysseo had a significantly lower value than the
other cultivars. At 2.5 mg B L–1 Solario and Osho had the
greatest flavonoid concentrations, at 5 mg B L–1 Solario
had a higher value than the other 3 cultivars, and at 10
mg B L–1 Solario and Arlequin had the highest flavonoid
concentrations, while Osho and Odysseo had significantly
lower values. Our data (Figure 4A) indicate that flavonoid
concentration was a function of cultivar, and it appears
that different B concentrations affected the flavonoid levels
in the 4 cultivars differently.
In the second measurement (Figure 4B), at 0.5
mg B L–1 Solario had double the amount of flavonoid
concentration in comparison to the other 3 cultivars.
Flavonoid concentrations varied between 1.3 to 0.3 mg g–1
FW, meaning a 4× variation. The difference between the
values at 40 days and 70 days were statistically significant
(Table). With 1 mg B L–1, Solario, Osho, and Odysseo did
not differ in flavonoid concentration; however, Solario and
Osho had significantly greater flavonoid concentrations
than Arlequin. By increasing the B concentration to 2.5
mg B L–1 Odysseo had 3× greater flavonoid concentration
compared to the other 3 cultivars. At 5 mg B L–1 Solario
had the greatest flavonoid value in comparison to Odysseo
and Arlequin. Finally, at 10 mg B L–1, all the cultivars
had low flavonoid concentrations, with Solario having a
significantly higher difference compared to Arlequin.
3.5. Total phenols
Concerning total phenol concentration, the effect of cv, t,
cv × t, and B × t was highly significant (P ≤ 0.001); it was
also significant for B and B × cv × t (P ≤ 0.01), as well as
cv × B (P ≤ 0.05). In the first measurement (Figure 5A), at
0.5 mg B L–1 Solario had the highest phenol concentration,
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Figure 6. Concentration of total phenols (mg GAE g–1 FW) (A)
and flavonoids (mg rutin g–1 FW) (B) of green and red fruits of
cultivar Odysseo (Capsicum annuum L.) at 5 B concentrations
in the nutrient solution at 70 days after the initiation of the
experiment. TPC: Total phenol concentration; TFC: total
flavonoid concentration.
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flavonoid concentration was recorded at 2.5 mg B L–1, which
was 3 times greater than in the other B concentrations
(Figure 6B).
The effects of B concentration and color on the FRAP
and DPPH values (P ≤ 0.001), and their interaction (P
≤ 0.01), were significant. The FRAP value (Figure 7A)
for the first four B concentrations was low in green fruits;
however, at 10 mg B L–1, it increased significantly (2–3 times).
Ripening significantly increased the FRAP value by 6.45,
8.11, 5.13, 2.33, and 2.37 times at 0.5, 1.0, 2.5, 5.0, and 10 mg
B L–1, respectively. The highest FRAP increase was achieved
with 1 mg B L–1.
Concerning the DPPH value (% inhibition) (Figure
7B), there was no significant effect of B concentration in
green peppers. It appears that in both red and green fruits
the lowest DPPH value was recorded at 0.5 mg B L–1. Boron
concentration did not affect DPPH value (% inhibition)
in green fruits, which varied from 10% to 16%, whereas
in red fruits this variation was between 14% and 32%.
Ripening doubled the level of the DPPH value. In red fruits
B concentration affected the DPPH (% inhibition) value,
and the values at 1, 2.5, 5, and 10 mg B L–1 were significantly
greater in comparison to 0.5 mg B L–1.
3.7. Total antioxidant capacity (FRAP) and DPPH value in
the four pepper cultivars and 5 B concentrations
The effects of cv, t, cv × t, and B × t were highly significant
(P ≤ 0.001) while those for B, cv × B, and cv × B × t were
significant (P ≤ 0.01). Measurements were conducted in two
periods (Figure 8). In the first period (Figure 8A), at 0.5 mg
B L–1 Solario had the greatest FRAP value, which was 3 times
greater than in the other cultivars. At 1 mg B L–1 there was no
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Figure 8. Total antioxidant activity (FRAP, DPPH) of fruits
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difference in FRAP value among Solario, Osho, and Arlequin;
however, Odysseo had a significantly smaller FRAP value
than Osho. At 2.5 mg B L–1 Osho had a significantly greater
FRAP value than Solario and Odysseo but did not differ
from Arlequin. At 5 mg B L–1 Arlequin had a greater FRAP
value than Odysseo. Finally, at 10 mg B L–1 Osho had the
lowest FRAP value, which differed significantly only from
Solario.
In the case of DPPH (%), the effect was highly
significant for cv, t, and B × t; it was also significant for B
(P ≤ 0.01) and B × cv × t (P ≤ 0.05). At 0.5 mg B L–1 (Figure
8B) there were no differences between the cultivars. More
specifically, at 1 mg B L–1 Osho had a significantly greater
DPPH value than Odysseo, at 2.5 mg B L–1 Osho had a
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significantly greater value than Odysseo and Solario,
at 5 mg B L–1 Odysseo showed the lowest DPPH value,
and at 10 mg B L–1 there were no differences between
the cultivars. In the second measurement (Figures 8C
and 8D), the FRAP value (Figure 8C) was a function of
cultivar and B concentration. The cultivar with the highest
FRAP value (Figure 8C) was Solario at 2.5 mg B–1, while
Odysseo had the lowest FRAP value at 1 mg B L–1. The
DPPH value was mostly affected by all B concentrations.
More specifically, at 2.5 mg B L–1 and 10 mg B L–1, Solario
had much greater values than the other cultivars. At 5 mg
B L–1 Arlequin had 100% greater value in comparison to
0.5 mg B L–1 (Figure 8D). The comparison of carbohydrate
concentrations between 40 days and 70 days (Table) shows
there were significant differences in all the cultivars and
B concentrations tested. The greatest t0.05 values were
recorded in cultivars Osho and Odysseo. The same applies
to carotenoids, where the differences between 40 days
and 70 days were significant for all the cultivars and B
concentrations. Concerning flavonoids, the differences
were not significant in Solario at 1, 2.5, and 5 mg B L–1;
in Osho at 2.5 mg B L–1; in Odysseo at 0.5 and 1 mg B
L–1; and in Arlequin at 2.5 mg B L–1. There were significant
differences in phenols between 40 days and 70 days with
the exception of Odysseo at 0.5 mg B L–1 and 10 mg B L–1.
Furthermore, the differences in FRAP and DPPH values
were all significant except for the FRAP value at 0.5 mg B
L–1 in Odysseo.
4. Discussion
All members of the genus Capsicum accumulate carotenoids
in the pericarp with cultivar-specific abundance and
composition (Guzman et al., 2010). The variations
observed in Odysseo (C. annuum L.) were that red fruits
had the highest and green fruits the lowest carotenoid
concentrations. In addition, the accumulation of carotenoids
in the other cultivars is affected by the ripening colors of
the pepper fruits (Ha et al., 2007). Moreover, carotenoids
accumulate in chloroplasts (Malkin and Niyogi, 2000) and
all the cultivars in our experiments showed a relatively high
carotenoid content. This is in agreement with a number
of other studies that have also found red peppers to have
significantly higher carotenoid content and antioxidant
constituents than green ones (Deepa et al., 2007). There has
been much research conducted on pungent peppers for their
bioactive compounds and carotenoid content (Howard et
al., 2000; Grayfeed et al., 2001; Topuz and Ozdemir, 2003),
as well as a work on selected Turkish varieties (Topuz and
Ozdemir, 2007) and red Lamuyo peppers (Guil-Guerrero
et al., 2006). Therefore, pepper fruits are a good source
of carotenoids, which might vary in concentration as a
result of differences in the maturity stage (Conforti et al.,
2007). Overall, carotenoid concentration in C. annuum L.
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cultivars has been extensively studied in order to select high
carotenoid-producing cultivars (Hornero-Mendez et al.,
2000).
Genetic and abiotic stresses, such as B, may be
responsible for the overall phytochemical concentration in
peppers. However, there are no data for commercial cultivars
that are widely used, such as Solario, Osho, Odysseo, and
Arlequin. The high or low carotenoid concentration for
a given cultivar depends on various factors, such as the
morphological and physiological characteristics of each
cultivar, as well as certain growth factors. The carotenoid
concentrations in the studied cultivars fall within the
ranges reported in the literature (Hornero-Mendez et al.,
2000; Russo and Howard, 2002). Out of the four cultivars
in this study, Solario appears to be the most promising in
terms of its high carotenoid concentration. Furthermore,
the concentration of carotenoids and antioxidant
content in the fruits of C. annuum L. varied significantly
depending on soil treatments (Antonius et al., 2014) and
soil nutritional factors, the stage of fruit growth, color (Ha
et al., 2007; Guzman et al., 2010), and cultivar (ColleraZuniga et al., 2005). In the present study, it was found that
B affected carotenoid concentration. More specifically, a
higher application of B may have the effect of decreasing
the level of carotenoids in plants. In general, abiotic
stresses like B toxicity generate reactive oxygen species in
plant cells (Maoka et al., 2001).
Phenolic compounds are synthesized by plants as an
adaptation to biotic and abiotic stress conditions. Their
levels vary widely during growth and maturation, which
are affected by agricultural practices, and they contribute
to pungency, bitterness, flavor, and color (Perez-Lopez
et al., 2007; Babou et al., 2016).. It is well known that
pepper fruits are a good source of phenolic compounds.
These phytochemicals exhibit high antioxidant activity
(Materska and Perucka, 2005) that has been linked to a
reduced risk of chronic diseases. Plant maturity and fruit
color are the major determinants of variation in phenolic
content. In the present study, a large variability in phenol
concentration in the fruits of the cultivars was observed.
An increase in the total phenolic concentration in the
peppers from the green to the red stage was reported
(Howard et al., 2000). These concentrations were in the
range of 33–250 mg GAE/100 g FW for different sweet
and hot peppers (Alvarez-Parrilla et al., 2011). The red
peppers of the cultivar Odysseo contained a greater level
of phenolics than the green ones and showed higher
scavenging activity. The genus Capsicum L. is a rich source
of phenolics and, compared with other vegetables, ranks
high in total phenolic concentration after broccoli, spinach,
and onion (Chu et al., 2002). Apart from contributing
to the taste and flavor of the fruit, to a certain degree
(Serrano et al., 2010), phenolics also exhibit antioxidant
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and antiradical properties (Shetty, 2004), exerting a
protective effect against lipid peroxidation (Oboh et al.,
2007). Phenolic compounds are found in the pericarp,
placenta, and seeds of the pepper fruit (Oboh et al., 2007).
In the present study, cultivar Solario showed a significant
increase in total phenolic concentration, especially at 0.5
mg B L–1 and 5 mg B L–1. Earlier researchers also observed
similar findings in the total phenolic content of different
crops (Howard et al., 2000). Although in a previous study
green peppers were found to have the highest activity in
the phenolic extracts among three colored peppers (Zhang
and Hamauzu, 2003), cultivar Odysseo in our experiments
showed increased phenols in the red peppers rather than
in the green, indicating a genotypic difference.
Flavonoids, a source of phytonutrients that are beneficial
to human health, are produced by plants such as peppers.
In the present study, total flavonoids were a function of
cultivar, time of sampling, B concentration in solution, and
maturity of pepper fruits. It was found that the maximum
value of flavonoid concentration was greater after 70 days
of B treatment in comparison to 40 days. In pepper fruits
at 70 days, B toxicity reduced flavonoid concentration
significantly in cultivars Arlequin, Century, Imperial,
Salomon, and Blazer (unpublished data) and increased it in
cultivar Odysseo, indicating a different genotypic response
and a harvesting time-dependent variation (Bhanduri and
Jung, 2013). This report on the high flavonoid content of
Odysseo at 70 days is, to our knowledge, the first in the
international literature. The high flavonoid content of
Odysseo is associated with health benefits and an increase
in antioxidant activity with the advance of ripening. Boron
concentration seems to affect flavonoid levels. The greatest
values were at 0.5 mg B L–1 in cultivar Solario and at 2.5
mg B L–1 in cultivar Odysseo (0.8–1.3 mg TFC g–1 FW). In
our study, it appears that flavonoids play an important role
in antioxidant activity. Pepper fruits are a natural source
of antioxidants and as such have received considerable
attention from researchers. In recent years, they have
also attracted consumers, who have included peppers in
their diet; being rich in bioactive compounds and vitamin
C, they have contributed greatly in reducing the risk of
life-threatening diseases (Materska and Perucka, 2005).
Although we did not measure ascorbic acid content, boron
application may increase its concentration in pepper
cultivars, as was reported for radish (Maurya and Devi,
2016).
Our findings indicate that the type of cultivar and
the level of B concentration have a marked effect on total
antioxidant content. Therefore, the radical scavenging
activity was from different antioxidants (Yasuor et al., 2015).
Correlation analysis between the different phytonutrient
contents (data not presented) and the antioxidant activity
(FRAP) reveals that the compounds that participated most

in antioxidant activity varied depending on cultivar and B
concentration. Hence, in cultivar Osho, the participating
compounds were carotenoids (r2 = 0.71–0.93), phenols (r2
= 0.69–0.90), and flavonoids (r2 = 0.64–0.91). In Odysseo,
the participating compounds were carotenoids (r2 =
0.66–0.88), carbohydrates (r2 = 0.46–0.64), phenols (r2 =
0.77–0.95), and flavonoids (r2 = 0.66–0.88). In Arlequin,
they were carotenoids (r2 = 0.62–0.83), carbohydrates (r2 =
0.53–0.93), phenols (r2 = 0.59–0.99), and flavonoids (r2 =
0.68–0.99), while in Solario the participating compounds
were carbohydrates (r2 = 0.57–0.77), phenols (r2 = 0.69–
0.90), and flavonoids (r2 = 0.64–0.91). FRAP reflects
total antioxidant power involving the single-electrontransfer reaction, whereas DPPH is based on free radical
scavenging activity (Ou et al., 2002). Antioxidant activity
measured by DPPH radical scavenging ranged from 15%
to 27% inhibition (Figures 8B and 8D) compared to 0.5 mg
B L–1. This variation may have been caused by differences
in the concentration of reducing substances. Based on
FRAP and free radical scavenging assays, cultivars Solario
and Osho seem to be promising in some B concentrations,
having high antioxidant activity. Recent studies have
reported on the high antioxidant capacity of peppers,
raising interest in this food plant (Perucka et al., 2010).
Our findings show that boron applied to pepper plants
modified antioxidant activity, although different cultivars
seem to respond differently to B applications. Our results
indicate that pepper fruits grown under B toxicity (10 mg B
L–1) will have lower antioxidant activity and will therefore
be of lower nutritional value for human consumption,
whereas moderate B treatment may significantly improve
the beneficial nutritional properties of peppers. In
summary, horticultural practices such as B supply may
alter antioxidant activity in a specific cultivar, as well as
the nutritional value of peppers. Peppers are an important
crop due to their dietary value (Navarro et al., 2006),
ranking first with higher total antioxidant activity than
even broccoli or spinach (Chu et al., 2002). The antioxidant
capacity in vegetables depends on the composition and
concentration of individual bioactive compounds and
their positive or negative interactions. It is, therefore, of
great importance to study the phytochemicals present
in pepper fruits in each commercial cultivar in order to
obtain accurate and up-to-date information on their health
benefits. Our results indicate that each phytonutrient has
a unique pattern of accumulation during fruit growth. The
differences between 40 days and 70 days of measurement
indicate that the ripening of peppers is accompanied
by a change in various phytonutrients and subsequent
antioxidant activity. These data can be useful in predicting
pepper functional values when plants are cultivated in
B-rich soils, as well as providing information regarding the
performance of different cultivars.
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In conclusion, B toxicity significantly reduced
the carbohydrate concentration of peppers. From the
tested cultivars, Solario had the highest carotenoid and
phenol concentration in relation to the other cultivars
and constitutes a rich carotenoid and phenol source as
a food ingredient. In this study we present novel data
for agriculture linking phytochemicals and antioxidant
activity of pepper fruits to B nutrition.

Acknowledgments
We would like to express our sincere gratitude to Agris
Advancing Horticulture SA for kindly providing the
pepper plants, to G Menexes for help in statistical analysis,
and to S Kouti and V Tsakiridou for technical assistance.
The authors gratefully acknowledge the financial support
of the Aristotle University of Thessaloniki.

References
Alvarez-Parrilla E, Dela Rosa LA, Amarowicz R, Shalidi F (2011).
Antioxidant activity of fresh and processed jalapeño and
serrano peppers. J Agric Food Chem 59: 163-173.

Deepa N, Kaur C, Singh B, Kapoor HC (2006). Antioxidant activities
in some red sweet pepper cultivars. J Food Compos Anal 19:
572-578.

Antonius GF (2014). Impact of soil management practices on yield,
fruit quality and antioxidant contents of pepper at four stages
of fruit development. J Environ Sci Health B 49: 769-774.

Fales FW (1951). The assimilation and degradation of carbohydrates
by yeast cells. J Biol Chem 193: 113-124.

Antonius GF, Turley ET, Hill RR (2014). Antioxidant contents of bell
pepper and melon fruits grown in soil amended with recycled
waste. J Environ Sci Health B 49: 361-375.
Asnin L, Park SW (2013). Isolation and analysis of bioactive
compounds in Capsicum peppers. Crit Rev Food Sci Nutr 55:
254-289.
Babou L, Hadid L, Grosso C, Zaid F, Valentāo P, Andrade PB (2016).
Study of phenolic composition and antioxidant activity of
myrtle leaves and fruits as a function of maturation. Eur Food
Res Technol 242: 1447-1457.
Benzie IFF, Strain JJ (1996). The ferric reducing ability of plasma
(FRAP) as a measure of antioxidant power: the FRAP assay.
Anal Biochem 239: 70-76.
Bhanduri SR, Jung BD (2013). Ripening-dependent changes
in phytonutrients and antioxidant activity of red pepper
(Capsicum annuum L.) fruits cultivated under open-field
conditions. HortScience 48: 1275-1282.
Brand WW, Cuvelier ME, Berset C (1995). Use of a free radical
method to evaluate antioxidant activity. LWT-Food Sci
Technol 28: 25-30.
Chu YF, Sun J, Wu X, Liu RH (2002). Antioxidant and antiproliferative
activities of common vegetables. J Agric Food Chem 50: 69106916.
Clifford MN (2004). Diet-derived phenols in plasma and tissues and
their implications for health. Planta Med 70: 1103-1114.
Collera-Zuniga O, Jimenez FG, Gordillo RM (2005). Comparative
study of carotenoid composition in three Mexican varieties of
Capsicum annuum L. Food Chem 90: 109-114.
Conforti F, Statti GA, Menichini F (2007). Chemical and biological
variability of hot pepper fruits (Capsicum annuum var.
acuminatum L.) in relation to maturity stage. Food Chem 102:
1096-1104.
Deepa N, Kaur C, George B, Singh B, Kapoor HC (2007). Antioxidant
constituents in some sweet pepper (Capsicum annuum L.)
genotypes during maturity. LWT-Food Sci Technol 40: 121129.

246

Ghasemnezhad M, Sherafati M, Payvast GA (2011). Variation in
phenolic compounds, ascorbic acid and antioxidant activity
of five coloured bell pepper (Capsicum annuum) fruits at two
different times. J Funct Foods 3: 44-49.
Grayfeed MH, Daood HG, Biacs PA, Alcaraz CF (2001). Content of
bioactive compounds in pungent spice red pepper (paprika) as
affected by ripening and genotype. J Sci Food Agric 81: 15801585.
Guil-Guerrero JL, Martinez-Guirado C, del Mar Rebolloso-Fuentes
M, Carrique-Perez A (2006). Nutrient composition and
antioxidant activity of 10 pepper (Capsicum annuum) varieties.
Eur Food Res Technol 224: 1-9.
Guzman IS, Hamby S, Romero J, Bosland PW, O’Connell MA
(2010) Variability of carotenoid biosynthesis in orange colored
Capsicum spp. Plant Sci 179: 49-59.
Ha SH, Kim JB, Park JS, Lee SW, Cho KJ (2007). A comparison
of the carotenoid accumulation in Capsicum varieties that
show different ripening-colours: deletion of the capsanthincapsorubin synthase gene is not a prerequisite for the formation
of a yellow pepper. J Exp Bot 58: 3135-3144.
Hervert-Hernandez D, Sayago-Ayerdi SG, Goni I (2010). Bioactive
compounds of four hot pepper varieties (Capsicum annuum
L.) antioxidant capacity and intestinal bioaccessibility. J Agric
Food Chem 58: 3399-3406.
Hoagland DR, Arnon DT (1938). The water culture method for
growing plants without soil. Calif Agric Exp Stn Bull 347: 1-39.
Hornero-Mendez D, Gómez-Ladroñ De Guevara R, MingueezMosquera MI (2000). Carotenoid biosynthesis changes in five
red pepper (Capsicum annuum L.) cultivars during ripening.
Cultivar selection for breeding. J Agric Food Chem 48: 38573864.
Howard LR, Talcott ST, Brenes CH, Villalón B (2000). Changes in
phytochemical and antioxidant activity of selected pepper
cultivars (Capsicum species) as influenced by maturity. J Agric
Food Chem 48: 1713-1720.
Keyhaninejad N, Richins RD, O’Connell MA (2012). Carotenoid
content in field-grown versus greenhouse-grown peppers:
different responses in leaf and fruit. HortScience 47: 852-855.

SARAFI et al. / Turk J Agric For
Khoo HE, Prasad KN, Kong KW, Jiang Y, Ismail A (2011).
Carotenoids and their Isomers: Color pigments in fruits and
vegetables. Molecules 16: 1710-1738.

Perucka I, Materska M, Jachacz L (2010). Quality assessment of
preparations made from dry fruits of Capsicum annuum L
pepper. Zywnosc-Nauka Technologia Jakosc 17: 30-39.

Lee Y, Howard LR, Villalón B (1995). Flavonoids and antioxidant
activity of fresh pepper (Capsicum annuum) cultivars. J Food
Sci 60: 473-476.

Porra RJ, Thompson WA, Kriedemann PE (1989). Determination of
accurate extinction coefficients and simultaneous equations
for assaying chlorophylls a and b extracted with four different
solvents: verification of the concentration of chlorophyll
standards by atomic absorption spectroscopy. Biochim Biophys
Acta 975: 384-394.

Lichtenthaler HK (1987). Chlorophylls and carotenoids: pigments
of photosynthetic biomembranes. Methods Enzymol 148: 350382.
Loizzo MR, Pugliese A, Bonesi M, Menichini F, Tundis R (2015).
Evaluation of chemical profile and antioxidant activity of
twenty cultivars from Capsicum annuum, Capsicum baccatum,
Capsicum chacoense and Capsicum chinense: a comparison
between fresh and processed peppers. LWT-Food Sci Technol
64: 623-631.
Malkin RA, Niyogi K (2000). Photosynthesis. In: Buchanan B,
Gruissem W, Jones R, editors. Biochemistry and Molecular
Biology of Plants. Rockville, MD, USA: American Society of
Plant Biologists, pp. 568-628.
Maoka T, Mochida K, Kozuka M, Ito Y, Fujiwara Y, Hashimoto K,
Enjo F, Ogata M, Nobukuni Y, Tokuda H et al. (2001) Cancer
chemopreventive activity of carotenoids in the fruits of red
paprika Capsicum annuum L. Cancer Lett 172: 103-109.
Materska M, Perucka I (2005). Antioxidant activity of the main
phenolic compounds isolated from hot pepper fruit (Capsicum
annuum L.). J Agric Food Chem 53: 1750-1756.
Maurya KR, Devi B (2016). Effect of boron on growth, yield, protein
and ascorbic acid content of radish (Raphanus sativus Linn.).
European Journal of Biotechnology and Bioscience 4:33-34.
Nadeem M, Anjum FM, Khan MR, Saeed M, Riaz A (2011).
Antioxidant potential of Bell Pepper (Capsicum annuum L.):
a review. Pak J Food Sci 21: 45-51.
Navarro JM, Flores P, Garrido C, Martinez V (2006). Changes in the
contents of antioxidant compounds in pepper fruits at different
ripening stages, as affected by salinity. Food Chem 96: 66-73.
Oboh G, Batista J, Bocha T (2007). Polyphenols in red pepper
[Capsicum annuum var. aviculare (Tepin)] and their protective
effect on some pro-oxidants induced lipid peroxidation in
brain and liver. Eur Food Res Technol 225: 239-247.

Rodriguez-Amaya DB (1999). A Guide to Carotenoid Analysis in
Foods. Washington, DC, USA: ILSI Press.
Russo VM, Howard LR (2002). Carotenoids in pungent and nonpungent peppers at various developmental stages grown in the
field and glasshouse. J Sci Food Agric 82: 615-624.
Scalbert A, Monties B, Janin G (1989). Tannins in wood: comparison
of different estimation methods. J Agric Food Chem 37: 13241329.
Serrano M, Zapata PJ, Castillo S, Guillen F, Martinez-Romero D,
Valero D (2010). Antioxidant and nutritive constituents during
sweet pepper development and ripening are enhanced by
nitrophenolate treatments. Food Chem 118: 497-503.
Shetty K (2004). Role of proline-linked pentose phosphate pathway
in biosynthesis of plant phenolics for functional food and
environmental applications: a review. Process Biochem 39:
789-804.
Silva LR, Azevedo J, Pereira MJ, Valentão P, Andrade PB (2013).
Chemical assessment and antioxidant capacity of pepper
(Capsicum annuum L.) seeds. Food Chem Toxicol 53: 240-248.
Topuz A, Ozdemir F (2003). Influences of γ-irradiation and storage
on the carotenoids of sun-dried and dehydrated paprika. J
Agric Food Chem 51: 4972-4977.
Topuz A, Ozdemir F (2007). Assessment of carotenoids, capsaicinoids
and ascorbic acid composition of some selected pepper
cultivars (Capsicum annuum L.) grown in Turkey. J Food
Compos Anal 20: 596-602.
Yang CM, Chang KW, Yin MH, Huang HM (1998). Methods for
the determination of the chlorophylls and their derivatives.
Taiwania 43: 116-122.

Oboh G, Rocha JBT (2007). Distribution and antioxidant activity
of polyphenols in ripe and unripe tree pepper (Capsicum
pubescens). J Food Bioch 31: 456-473.

Yasuor H, Firer M, Beit-Yannai E (2015). Protective structures and
manganese amendments effect on antioxidant activity in
pepper fruit. Sci Hortic 185: 211-218.

Ou B, Huang D, Hampschwoodwill M, Flanagan TA, Deemer EK
(2002). Analysis of antioxidant activities of common vegetables
employing oxygen radical absorbance capacity (ORAC) and
FRAP assays: a comparative study. J Agric Food Chem 50:
3122-3128.

Zhang D, Hamauzu Y (2003). Phenolic compound, ascorbic acid,
carotenoids and antioxidant properties of green, red and
yellow peppers. J Food Agric Environ 1: 22-27.

Ozturk M, Sakcali S, Gucel S, Tombuloglu H (2010). Boron and
plants. In: Ashraf M, Ozturk M, Ahmad MSA, editors. Plant
Adaptation and Phytoremediation. Berlin, Germany: Springer
Science + Business Media, pp. 275-311.
Perez-Lopez AJ, Moises del Amor F, Serraro-Martinez A, Fortea MI,
Nunez-Delicado E (2007). Influence of agricultural practices
on the quality of sweet pepper fruits as affected by the maturity
stage. J Sci Food Agric 87: 2075-2080.

Zhishen J, Mengchen T, Jianming W (1999). The determination of
flavonoid contents in mulberry and their scavenging effects on
superoxide radicals. Food Chem 64: 555-559.
Zhuang Y, Chen L, Sun L, Cao J (2012). Bioactive characteristics and
antioxidant activities of nine peppers. J Funct Foods 4: 331338.

247

